Abstract: Poly-N-isopropylacrylamide (polyNIPA) is an extensively studied polymer in the field of controlled drug delivery. PolyNIPA contains carbonyl and amide groups along a hydrophobic chain. In an aqueous environment, crosslinked polyNIPA forms a gel characterized by a reversible volume phase transition temperature (VPTT), in response to changes in the external environment excited by the temperature factor. NIPA-based polymers were synthesized by a surfactant-free precipitation polymerization (SFPP) method at a temperature of 70 • C using the free radical initiator potassium persulfate (KPS) and at 35 • C using redox initiator system KPS with N,N,N',N'-tetramethylethylenediamine (TEMED). The synthesized products were evaluated via dynamic light scattering (DLS), nuclear magnetic resonance (NMR) and Fourier-transform infrared spectroscopy (FTIR). The chemical structure, molecular mass, and hydrodynamic diameter of obtained particles, as well as the effects of synthesized polymers on the release of the active substance, naproxen sodium (NS), from hydroxypropyl methyl cellulose (HPMC)-based hydrogels were assessed. The use of the TEMED activator affected the particle size, as well as the release kinetics of NS. The insertion of TEMED into reactant mixtures may be applied to modify the release kinetics of NS from hydrogel preparations.
Introduction
Hydrogels are three-dimensional crosslinked water-soluble networks. The high water content in hydrogels results in good biocompatibility of the systems prepared on the basis of the hydrophilic polymers. Hydrogels were first used to make contact lenses; however later they were applied as controlled drug delivery systems. Initially, hydrogels were designed to protect the drug molecule against adverse environmental conditions or to form a depot preparation, slowly releasing the drug substance. The intensive development of polymer chemistry has gone further in the synthetic applications of hydrogels and has led to the emergence of "intelligent polymers" that react to several external stimuli [1] [2] [3] [4] . Crosslinked intelligent polymers are used in a variety of materials, depending on the sensitivity factors. Hydrophilic gels have been known to change their properties in response to temperature changes, pH, light intensity, mechanical pressure or electrical impulses [5] [6] [7] . The discovery of intelligent polymers has opened new possibilities for drug controlled delivery systems. The biggest challenge in designing new structures is their rapid response to external stimuli. The parameters that still need improvement are the mechanical durability, biocompatibility, and for internal use, biodegradability [8] [9] [10] . Thermosensitive, water-soluble polymers have their specific properties because of the presence of hydrophobic mostly methyl, ethyl, and propyl groups. The swelling of most
Results

Nuclear Magnetic Resonance Spectroscopy
The chemical structures of the synthesized polymers, compared to the applied components, were evaluated with NMR spectroscopy. The 1 H-NMR spectra of the products are presented in Figure 1 . The NMR spectra of the NIPA monomer possess characteristic multiplets in the region δ: 5.5 ppm-6.4 ppm (vinyl protons). These signals are absent in the A1-A3 spectra because of the polymerization process and the disappearance of monomers and oligomers in the products. The signals in the region δ: 3.85 ppm evidences the inherency of tertiary protons of the isopropyl group. The broad signals at δ: 1.25 ppm confirm the presence of protons of the methylene group (MBA). The presence of PEG-DMA is elucidated by a characteristic multiplet of ethylene groups (δ: 3.4 ppm-3.9 ppm). Signals at δ: 1.32 ppm for polymer A2 support the presence of a methylene group of NTB. The shifts (at the top of the spectra, small digits) and respective integrals (below the shifts, bigger digits) are presented above the spectral line.
Fourier-Transform Infrared Spectroscopy
SFPP results in a saturation vinyl bond, which is observed in the FTIR as a disappearance of characteristic frequencies above 3000 cm −1 . In fact, the maxima at 3104 and 3030 cm −1 reflecting the stretching vibrations of the saturated double bond between carbon atoms were absent on the polymer spectrum. The frequency bands of 1620 and 1409 cm −1 also vanished, as a result of the completion of the synthesis (Figure 2 ). 
Hydrodynamic Diameter and Volume Phase Transition Temperature
The hydrodynamic diameter (DH) at 18 and 42 °C and VPTT are presented in Table 1 . Polymers synthesized with the activator TEMED at low temperatures (A2 and A3) exhibited high VPTT values. The A1 product exhibited the lowest value of DH at 18 °C, whereas at 42 °C, the A2 product gave the smallest diameter. The shifts (at the top of the spectra, small digits) and respective integrals (below the shifts, bigger digits) are presented above the spectral line.
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Hydrodynamic Diameter and Volume Phase Transition Temperature
The hydrodynamic diameter (DH) at 18 and 42 °C and VPTT are presented in Table 1 . Polymers synthesized with the activator TEMED at low temperatures (A2 and A3) exhibited high VPTT values. The A1 product exhibited the lowest value of DH at 18 °C, whereas at 42 °C, the A2 product gave the smallest diameter. 
The hydrodynamic diameter (D H ) at 18 and 42 • C and VPTT are presented in Table 1 . Polymers synthesized with the activator TEMED at low temperatures (A2 and A3) exhibited high VPTT values. The A1 product exhibited the lowest value of D H at 18 • C, whereas at 42 • C, the A2 product gave the smallest diameter. 
Approximation of Molecular Mass of Synthesized Polymers
The molecular weight (M w ) of the polymers was assessed at 25 • C. The results are presented in Table 2 . There are noticeable differences in the results between the synthesized polymers, which may be result of the use of TEMED and varied comonomers, as well as crosslinkers. Extreme differences in the M w values between the particles synthesized with TEMED were observed. A2 particles presented the lowest M w values of around 27.73 kDa. The insertion of PEG-DMA to the A3 polymer resulted in a high increase in the value of M w up to 3430.00 kDa. 
Morphology of the Polymers Measured by Scanning Electron Microscopy
The obtained SEM photographs indicate the inhomogeneity of the synthesized particles; however, it can be observed that most of the A1 particles obtained during the first synthesis were in the range of 0.5 µm-1.0 µm. As shown in Figure 3 , there were also groups of very small spheres of around 200 nm. In the SEM photographs of the A2 particles, it can be noticed that the microspheres evaluated with TEMED presented larger diameters than the A1 particles. A2 and A3 particles were larger than those obtained during the first A1 synthesis. The size reduction may have been a result of the use of another crosslinking agent or the lack of additional comonomers in the product structure. 
Release Kinetics of Naproxen Sodium from Thermosensitive Hydrogels
The release kinetics were evaluated at two temperatures: 22 ± 0.5 • C and 42 ± 0.5 • C (Figure 4) . A high NS quantity was released in both temperatures in the case of the reference formulation. Low NS concentrations were noted for AK2 at 22 ± 0.5 • C, while the AK1 hydrogel presented the greatest amount of released substance from the thermosensitive formulation.
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Figure 3. Scanning electron microscopy (SEM) of obtained particles A1-A3. The diameters measured under the SEM vacuum conditions were in the same range for the evaluated polymers A1-A3.
The release kinetics were evaluated at two temperatures: 22 ± 0.5 °C and 42 ± 0.5 °C (Figure 4) . A high NS quantity was released in both temperatures in the case of the reference formulation. Low NS concentrations were noted for AK2 at 22 ± 0.5 °C, while the AK1 hydrogel presented the greatest amount of released substance from the thermosensitive formulation. Tables 3 and 4 . The determination coefficients are demonstrated for the evaluated kinetics models. The Higuchi model was found to best fit the acquired data. 
Discussion
The potential use of thermosensitive polymers in medicine has been ongoing for more than 60 years, and nowadays, the biggest challenge is to obtain a quick reversible response to external stimuli [23] . For this purpose, the synthesis conditions and used materials are constantly being optimized. Particles of different sizes and therefore various physicochemical properties were obtained in the SFPP synthesis. The proposed synthesis scheme is given on Figure 5 . 
The potential use of thermosensitive polymers in medicine has been ongoing for more than 60 years, and nowadays, the biggest challenge is to obtain a quick reversible response to external stimuli [23] . For this purpose, the synthesis conditions and used materials are constantly being optimized. Particles of different sizes and therefore various physicochemical properties were obtained in the SFPP synthesis. The proposed synthesis scheme is given on Figure 5 . The release profiles obtained in former experiments had a growing pattern similar to the logarithmic graph, similarly to the former experiments [24] . The lowest degree of release at 22 ± 0.5 °C of the active substance was found in AK2, and it may have been ascribed to the type of used crosslinker and comonomer. AK2 and AK3 released high quantities of NS at increased temperatures; however, the pronounced differences were observed in the release profile of the sample AK2. Oppositely, AK3 at an increased temperature presented a slight reduction in released quantities of NS, presumably according to the modified network structure, compared to AK1 and AK2. Interestingly, for the AK1 hydrogel at 42 ± 0.5 °C, we observed rather lower amounts of released NS, compared to at the temperature of 22 ± 0.5 °C. The crosslinking level of synthesized particles The release profiles obtained in former experiments had a growing pattern similar to the logarithmic graph, similarly to the former experiments [24] . The lowest degree of release at 22 ± 0.5 • C of the active substance was found in AK2, and it may have been ascribed to the type of used crosslinker and comonomer. AK2 and AK3 released high quantities of NS at increased temperatures; however, the pronounced differences were observed in the release profile of the sample AK2. Oppositely, AK3 at an increased temperature presented a slight reduction in released quantities of NS, presumably according to the modified network structure, compared to AK1 and AK2. Interestingly, for the AK1 hydrogel at 42 ± 0.5 • C, we observed rather lower amounts of released NS, compared to at the temperature of 22 ± 0.5 • C. The crosslinking level of synthesized particles influences the rate of drug release. This may be ascribed to the contraction of the surface of the particles. The MBA crosslinked polymers exhibited higher levels of NS, released at higher temperatures compared to the PEG-DMA crosslinked formulation. The best-fitting mathematical model in all the samples was the Higuchi model, and good determination coefficients were acquired for this model [25, 26] . However, there are other models applicable for the description of the performed release experiments [27] . In Tables 3 and 4 are presented the results of a linear regression analysis performed according to selected kinetic models. The use of an activator of an initiator in the course of the synthesis affects the particles' size. Synthesized at lower temperatures, particles with TEMED were larger in comparison to those that were synthesized without any activator, for example, the D H values of A1 particles at 18 • C were around 580 nm. In the subsequent synthesis, A2 particles of relatively high D H values around 860 nm were obtained. The A2 polymer had the same composition as the A1 polymer, but the TEMED activator was used. On the other hand, at the higher temperature of 42 • C, rather small values of around 130 nm for A2 and around 230 nm for A3 were noted. The high temperature contributed to the faster integration of monomers into aggregates, and the resulting particles were smaller than those that formed at the lower temperature. It may be proposed that the drug release from the AK2 formulation at 22 • C is slower, as a result of the large diameter of the A2 particles at 18 • C, compared to AK1. The differences between samples, in terms of size and release rate, decreased, after exceeding the level of the VPTT at 42 • C.
The M w values of the synthesized polymers were evaluated at a temperature of 25 • C. The results are presented in Table 2 . There were clear differences between M w values of the particles, approximated via SLS. Comparing the A1 and A2 polymers, the obtained results for the particles synthesized with TEMED were significantly lower and ranged around 28 kDa. The differences confirmed the strong influence of the activator on the M w values of the obtained polymers. A relatively large value of around 3430 kDa was presented by A3, which may have been a consequence of the applied crosslinker PEG-DMA and the possible intercalation of the molecules. Despite many years of experiments on the intelligent polymers and the tremendous progress of production, the ideal material has not yet been found. The study confirms the thermosensitivity of NIPA derivative structures and their prospective use for drug delivery triggered by the thermal factor.
Interestingly, the molecular weight of the A2 polymer was relatively low, as compared to A1 and A3, whereas the D H values were in the same range. This may suggest the presence of relatively high space, available for the aqueous solution of the model drug in the case of A2. When the temperature increased, the collapse of A2 particles was most prominent, compared to the A1 and A3 particles. This was confirmed by the estimation of the approximate density of the obtained macroparticles expressed as the ratio of the M w value to the calculated volume of the particles (Figure 6 ). The highest density increase between 18 and 42 °C was observed for A2. The phenomenon may be ascribed to the level of the crosslinking agent implemented into the macromolecule.
Experimental Section
Materials
NS, (S)-(+)-2-(6-Methoxy-2-naphthyl)propionic sodium conforming to the United States Figure 6 . The variability of estimated density of thermosensitive particles A1-A3 at 18 and 42 • C. The highest density increase was observed for A2 (3.13·× 10 4 %), whereas for A1 and A2, the increases were lower (1.13·× 10 3 % and 7.96·×10 3 %, respectively). The highest density increase between 18 and 42 • C was observed for A2. The phenomenon may be ascribed to the level of the crosslinking agent implemented into the macromolecule.
Experimental Section
Materials
NS, (S)-(+)-2-(6-Methoxy-2-naphthyl)propionic sodium conforming to the United States Pharmacopoeia standards (Sigma Aldrich, Steinheim, Germany), HPMC (viscosity of 2600-5600 cP, 2% in H 2 O at 20 • C; Sigma Aldrich, Ashland, Wilmington, DE, USA), NIPA (97%; Sigma Aldrich, Steinheim, Germany), NTB (99%; Acros Organics, Geel, Belgium), MBA (99%; Sigma Aldrich, Steinheim, Germany), TEMED (99%; Sigma Aldrich, Steinheim, Germany), PEG-DMA (M w = 2000; Sigma Aldrich, Steinheim, Germany), and KPS (98%; BDH Laboratory Suppliers, Kampala, Uganda (GPR)) were obtained from commercial and industrial suppliers and used without further purification. The dialysis bag with a MWCO of 12.000-14.000 Da was obtained from the Visking Medicell International Ltd. Company (London, UK). Deionized water was obtained from the ionic column according to monography of the purified water from the European Pharmacopoeia, used in all studies. DMSO-d 6 used for the NMR spectrometry was obtained from Euriso-Top (Sigma Aldrich, St Aubin, France).
Synthesis of the Particles
Apparatus used for the synthesis of NIPA-based polymers consisted of a 2000 mL glass reactor with a three-necked flask placed in a 4000 mL vessel as a water bath. The temperature in the reactor was constantly monitored by a temperature sensor immersed in the reacting mixture, connected to the heating system. The synthesis was carried out under an Allihn reflux condenser and under a nitrogen atmosphere. The reactor was filled with 600 mL of deionized water at a temperature of 70 • C. The redox initiator KPS was dissolved in 100 mL of deionized water and was added to the reactor flask. When the temperature was stable, the rest of the suitable components were dissolved in the deionized water and transferred to the reacting fluid. The synthesis of A1 was carried out for 6 h at 70 • C, with constant stirring, while the synthesis of A2 and A3 particles was conducted at 35 • C because of the use of the activator TEMED.
All received formulations included unreacted monomers, a crosslinking agent, an initiator and an activator (Table 5 ). In order to purify the products, the solutions were dialyzed after the synthesis was completed. The purification process was monitored by repeated measurements of water conductivity in the dialysis vessel every 24 h. After 144 h, the deionized water was replaced with MiliPore water (G = 0.7 µS/cm). The measurements were made on an ELMETRON CPC-511 conductivity meter with ELMETRON EC-70t electrodes. When the purification process was completed, the products were frozen and freeze-dried by Steris Lyophilizer Lyovac GT2 to use them for further experiments. 
Nuclear Magnetic Resonance Spectroscopy
The 1 H-NMR spectra of the used monomers and obtained particles were measured using an NMR Bruker 300 MHz spectrometer (Faellanden, Switzerland) in our facility, and measurements were recorded at a temperature of 24 • C; 5 mg of obtained polymers, previously dried, were weighed for the NMR analysis. Then they were dissolved in 0.8 mL of DMSO-D 6 . All products were soluble in DMSO; filtration and centrifugation were not required.
Fourier-Transform Infrared Spectroscopy
FTIR spectra of the dry polymers were found using a FTIR spectrophotometer with an attenuated total reflectance (ATR) accessory Thermo Scientific USH model Nicolet iS50 (Madison, WI, USA). This is a high-pressure switch with a monolithic diamond crystal to measure the reflected spectra. The Omnic Specta program was used for FTIR spectra analysis.
Hydrodynamic Diameter Measurements
The hydrodynamic diameters of the obtained polymer water dispersions were measured by a DLS method using a Zeta Sizer Nano device from Malvern Instruments (Malvern Instruments, Malvern, UK) at a wavelength of 678 nm. The dispersions of polymers were diluted 10-fold with deionized water, filtered by the polyvinylidene fluoride (PVDF) Whatmann nanofilter (0.2 µm). A polystyrene cuvette was used; it was inserted into the device, assessed in a 173 • backscatter measurement arrangement and then evaluated by the Mark-Houwink parameter setting. Every measurement was repeated five times and then processed by Zetasizer Nano Software version 5.03 (Malvern Instruments Ltd., Malvern, United Kingdom).
Scanning Electron Microscopy
The purified and lyophilized polymer suspensions were placed on a silicon plate and then inserted into the scanning electron microscope. All measurements were taken at room temperature. The photos were obtained from the Faculty of Electronics of Microsystems and Photonics at the Wrocław University of Science and Technology.
Preparation Hydrogels with Naproxen Sodium
Hydrogel formulations AK1-AK3 with NS were prepared in a specific way ex tempore; 0.4 g of NS was carefully weighed, then scraped over the surface of the weighed deionized water and stirred; 0.5 g of the synthesized polymers was added after dissolving NS, then 0.5 g of HPMC was added to the solution and the mixture was made up with deionized water to 10 g. The composition of the obtained hydrogels is shown in Table 6 . The whole mixture was thoroughly mixed and homogenized. The samples were incubated at a temperature of 8 • C over 24 h and were then used for the release studies at varied temperatures. 
Evaluation of Naproxen Sodium Release Kinetics
An in vitro drug release kinetics study of NS from the thermosensitive hydrogels was performed using Erweka equipment (Erweka, Heusenstamm, Germany) with the modified pharmacopoeial paddle dissolution method at a rotation speed of around 50 rpm in 1000 mL of double-distilled water. The temperature of the process was controlled between 22 ± 0.5 • C and 42 ± 0.5 • C. Each test was executed using three samples for each gel composition (AK1, AK2 and AK3), one in each dissolution vessel; 3.0 mL of liquid was taken at every 15 min interval over 3 h. The concentration of released substance was determined spectrophotometrically using the Jasco V-530 spectrophotometer (Jasco, Tokyo, Japan) at a wavelength of λ = 298 nm.
Evaluation of Molecular Weight via Static Light Scattering
Zetasizer Nano was used to measure M w values by SLS. Ten samples of increasing concentration of synthesized polymers were made to evaluate the M w of the obtained polymers. To illustrate the intensity of the light diffused by the particles in the prepared solution, the Rayleigh equation was used. The M w values of the polymer were evaluated in comparison with the scattering intensity of the standard solution.
Conclusions
Application of the TEMED activator at a temperature of 35 • C enabled the synthesis of nano-range particles, with pronounced VPTT, between 28 and 32 • C. The composition and polymerization conditions affected the molecular mass and the hydrodynamic diameter of the synthesized polymers, as well as the value of the VPTT. The release of the model nonsteroidal anti-inflammatory drug-NS from hydrogel with HPMC-was modified, compared to the reference, by the addition of synthesized particles. The release was modified explicitly in the case of the particles synthesized on the basis of NIPA, MBA, NTB, APS and TEMED at reduced process temperatures. The phenomenon may be ascribed to the level of crosslinking agent implemented into the macromolecule and the subsequent pattern of the shrinking of the particles. The use of PEG-DMA influenced slightly the release process of NS from the HPMC base.
